The genes encoding adiponectin receptor 1 (ADIPOR1) and small ubiquitin-like modifier 4 (SUMO4) have been linked to anti-atherogenic effects, but little is known about whether polymorphisms in the two genes, acting separately or interacting, affect risk of coronary artery disease (CAD) without diabetes. Methods We genotyped 200 CAD patients without diabetes and 200 controls without CAD or diabetes at three single-nucleotide polymorphisms (SNPs) in ADIPOR1 and one SNP in SUMO4, which were chosen based on previous studies. Potential associations were also explored between these SNPs and clinical characteristics of CAD without diabetes. Results Risk alleles at three SNPs in ADIPOR1 (rs7539542-G, rs7514221-C and rs3737884-G) and the G allele at SNP rs237025 in SUMO4 significantly increased risk of CAD without diabetes, with ORs ranging from 1.79 to 4.44. Carriers of any of these four risk alleles showed similar adverse clinical characteristics. Compared with individuals with a CC or GC genotype, those with a GG genotype at rs3737884 were at significantly higher risk of CAD that affected the left anterior descending coronary artery (OR: 6.77, P = 0.009), the right coronary artery (OR: 4.81, P = 0.028) or a relatively large number of vessels (P = 0.04). Individuals carrying a risk allele at one or more of the three SNPs in ADIPOR1 as well as a risk allele at the SNP in SUMO4 were at significantly higher risk of CAD without diabetes than individuals not carrying any risk alleles (OR: 5.82, 95% CI: 1.2327.7, P = 0.013). Conclusions SNPs in ADIPOR1 and SUMO4 are associated with elevated risk of CAD without diabetes, and SNPs in the two genes may interact to jointly affect disease risk.
Introduction


Coronary artery disease (CAD) and its complications can significantly affect quality of life and pose a major global public health problem. CAD has been linked to several factors, including susceptibility genes, chronic inflammation, and abnormal lipid and glucose metabolism. [1, 2] Identifying individuals at high risk may be helpful for preventing CAD or treating it as early as possible.
Under normal conditions, both adiponectin receptor 1 (encoded by ADIPOR1) and small ubiquitin-like modifier 4 (encoded by SUMO4) may exert anti-atherogenic effects. ADIPOR1 inhibits gluconeogenesis, stimulates fatty acid oxidation, and reduces inflammation. [3] SUMO4 negatively regulates nuclear factor kappa B (NF-κB) transcriptional activity, tightly controlling or inhibiting inflammatory responses. [4] However, single-nucleotide polymorphisms (SNPs) occurring in ADIPOR1 and SUMO4 may weaken these protective effects and thereby contribute to risk of CAD. Indeed, several SNPs in ADIPOR1 and SUMO4 have been associated with increased risk of diabetes and diabetic vascular complications, including CAD. [5] [6] [7] [8] [9] Since diabetes and CAD overlap in their pathogenesis and often occur with the same comorbidities, we wanted to know whether SNPs in ADIPOR1 and SUMO4 affect risk of CAD in the absence of diabetes. Therefore, we conducted a http://www.jgc301.com; jgc@mail.sciencep.com | Journal of Geriatric Cardiology case-control study in northern Han Chinese to examine possible associations between ADIPOR1 and SUMO4 SNPs and risk of CAD without diabetes. We also examined, for the first time systematically, whether the SNPs in ADIPOR1 and SUMO4 interact to jointly affect risk of CAD without diabetes.
Methods
Ethics statement
The Ethics Committee of Beijing Anzhen Hospital at Capital Medical University approved the study protocol. All participants provided informed consent in writing. The study was conducted according to the latest version of the Declaration of Helsinki.
Study population
A total of 400 subjects 65-75 years old were consecutively recruited from inpatients who had undergone coronary arteriography or coronary computed tomography angiography (CTA) for suspected or known coronary atherosclerosis at Beijing Anzhen Hospital between June 2013 and December 2014. All subjects were unrelated to one another and self-identified as Han Chinese living in Hebei or Shandong Province.
Cases (n = 200) were diagnosed with CAD for the first time based on ≥ 50% organic stenosis of at least one segment of a major coronary artery or its main branches, as confirmed by coronary angiography. All cases received standard treatment and none had relevant drug contraindications. Controls (n = 200) were age-and gender-matched inpatients at Beijing Anzhen Hospital who also self-identified as Han Chinese living in Hebei or Shandong Province and who met the following inclusion criteria: presence of < 40% organic stenosis by coronary angiography or coronary CTA; no evidence of CAD or myocardial infarction, as determined from medical records, ultrasonocardiography or electrocardiography according to relevant guidelines; [10] no diabetes or CAD in first-degree relatives; and no abnormal glucose tolerance. Controls were discharged from the hospital with no primary disease diagnosis (74, 37%) or with one of the following primary diagnoses: hyperlipidemia (49, 25%), hypertension (12, 6 .0%), gastroesophageal reflux disease (61, 31%), atrial fibrillation (3, 1.5%), or sick sinus syndrome (1, 0.5%).
Individuals were excluded from the study if they met the criteria for acute ST segment elevation myocardial infarction (STEMI) [10] or diabetes based on World Health Organization criteria, [11] had a history of percutaneous coronary intervention, [10] or had a history of any of the following: acute heart failure, unstable hemodynamics, moderate or severe anemia, aortic dissection, myocardiopathy, congenital heart disease, secondary or uncontrolled hypertension, acute infection, severe liver or renal disease, autoimmune disease (including hyperthyroidism), malignancy, or immunosuppressive drug use.
Clinical and laboratory analyses
Clinical data were recorded on several factors potentially associated with CAD, including age, gender, systolic and diastolic blood pressure, body mass index (BMI), plasma levels of total cholesterol, triglycerides, fasting glucose, high-and low-density lipoprotein cholesterol, cigarette smoking, alcohol consumption, medication history and stenotic vessel characteristics.
SNP genotyping
We genotyped three SNPs in ADIPOR1 that in previous studies have shown a significant association with risk of CAD (OR > 1 and nominal P < 0.10): [5] rs7539542 G > C, rs3737884 C > T, and rs7514221 C > T. We also genotyped one SNP in SUMO4 strongly suspected of being linked to diabetes and diabetes with CAD (rs237025 G > A). [6, 7, 12] Genomic DNA was extracted from whole blood samples using standard DNA isolation methods. SNPs were genotyped based on PCR-restriction fragment length polymorphism and high-resolution melting curve analysis as described. [5, 12] Five samples representing each of the observed genotypes at each SNP were randomly selected, amplified by PCR and sequenced by a third party to verify genotyping results. No discrepancies were observed. To minimize misclassification bias, researchers who genotyped SNPs were blinded to data about the study participants.
Statistical analysis
All statistical analyses were performed using SPSS 18.0 (IBM, Chicago, USA). Normally distributed data for continuous variables were expressed as mean ± SD, and mean values between groups were compared using an unpaired Student's t-test. Skewed data for continuous variables were presented as median values and inter-quartile ranges and were compared between groups using the Mann-Whitney U test. Data for categorical variables were presented as percentages and were compared between groups using Pearson's χ ２ analysis or unconditional logistic regression. Genotype frequencies were compared between cases and Journal of Geriatric Cardiology | jgc@jgc301.com; http://www.jgc301.com controls using the following genetic models: the additive model, which compares risk of CAD among individuals homozygous for the variant vs. heterozygous for the variant vs. homozygous for wild type; the dominance model, which compares risk between individuals homo-or heterozygous for the variant vs. homozygous for wild type; and the recessive model, which compares risk between individuals homozygous for the variant vs. heterozygous for the variant or homozygous for wild type. These comparisons were performed using unconditional logistic regression after adjusting for gender and BMI.
Tests for Hardy-Weinberg equilibrium (HWE) were performed separately for each SNP in controls and in cases using the online computer platform SHEsis (http://analysis. bio-x.cn/myAnalysis.php). Linkage disequilibrium (LD) analysis of the three ADIPOR1 SNPs was performed using Haploview 4.1 (Broad Institute, Cambridge, MA, USA). Possible gene-gene interactions were assessed using cumulative effect analysis and the multifactor dimensionality reduction (MDR) software package (GNU General Public License, Version 2). Strength of association between genotypes and risk of CAD was estimated using odds ratios (ORs) and 95% confidence intervals (95% CIs). All reported P values were two-sided, and the threshold of significance in all statistical tests was defined as P ≤ 0.05. Correction for multiple testing was performed using the Bonferroni method (http://www.quantitativeskills.com/sisa/ calculations/bonfer.htm).
Results
Characteristics of the study population
Clinico-demographic characteristics of the study population are summarized in Table 1 . Average age was 67.9 ± 3.3 years for cases, and 68.6 ± 3.6 years for controls. As expected, cases were significantly more likely than controls to have higher BMI, systolic and diastolic blood pressure, fasting blood glucose levels, total levels of triglycerides and total cholesterol, as well as lower levels of high-density lipoprotein cholesterol. Cases and controls showed similar incidence of cigarette use and alcohol consumption. According to the number of significantly affected vessels, cases were classified into three groups: 30 (15.0%) with one affected vessel, 75 (37.5%) with two affected vessels, and 95 (47.5%) with three affected vessels.
Since most cases had a relatively high BMI and since BMI varied less with drug history than other clinico-demographic characteristics, we included BMI as a covariate in subsequent association analyses. Table 2 . The distribution of genotypes in cases and controls was consistent with HWE (P > 0.05). LD analysis of genotypes showed that D' was < 0.8 for all three SNPs in ADIPOR1, suggesting a lack of linkage disequilibrium ( Figure 1 ). In SUMO4, rs237025-G was found to be associated with increased risk of CAD after adjusting for BMI. This association appeared in an additive model (OR: 1.88, 95% CI: 1.31-2.71, P < 0.001), a dominant model (OR: 2.11, 95% CI: 1.32-3.35, P = 0.002), and a recessive model (OR: 2.63, 95% CI: 1.16-4.78, P = 0.02).
ADIPOR1 and SUMO4 polymorphisms associated with clinical manifestations of CAD
To further analyze the relationship between these SNPs and CAD phenotype, subjects carrying risk genotypes were divided into case and control subgroups and their clinical characteristics were compared (Table S1 , data online). The following risk genotypes at each SNP were defined according to the dominant model (Table 2) : ADIPOR1 rs7539542, GG + GC; ADIPOR1 rs7514221, CC + CT; ADIPOR1 Journal of Geriatric Cardiology | jgc@jgc301.com; http://www.jgc301.com rs3737884, GG + GA; and SUMO4 rs237025, GG + GA. Each of these risk genotypes was associated with a similar clinical phenotype (Table S1 , data online). Among carriers of any of the risk genotypes, cases were significantly more likely than controls to be male and to have higher BMI, systolic and diastolic blood pressure, fasting blood glucose levels, and total levels of triglycerides and cholesterol. Cases also showed significantly lower levels of high-density lipoprotein cholesterol.
Possible relationships between genotype distributions and CAD-affected vessels were also analyzed. None of the genotypes at the four SNPs was significantly associated with the primary vessel affected or with the number of vessels affected (data not shown), with one exception ( Table 3) .
ADIPOR1-SUMO4 interaction and CAD risk
To explore possible combinations of genotypes that might affect the occurrence of CAD without diabetes, we performed cumulative effect analysis for each SNP in ADIPOR1 and SUMO4. This revealed that individuals carrying at least one risk allele at one or more of the three ADIPOR1 SNPs together with at least one risk allele at the SUMO4 SNP were at higher risk of CAD than individuals without any risk alleles at the four SNPs in this study (OR 5.82, 95% CI 1.23 to 27.7, P = 0.013). In contrast, risk of CAD without diabetes for individuals with at least one risk allele at an ADIPOR1 SNP was similar to the risk for individuals without any risk alleles (OR 3.76, 95% CI 0.79 to 17.86, P = 0.076). The risk was also similar for individuals with at least one risk allele at the SUMO4 SNP as for individuals without any risk alleles (OR 3.0, 95% CI 0.29 to 31.63, P = 0.35) ( Table 4) .
We next used MDR software in an attempt to identify the best model capturing possible interactions among the four SNPs in this study. The best model showed a cross-validation consistency of 10/10 and accuracy of 58.9%. Nevertheless, it failed to identify any evidence of interaction between the ADIPOR1 and SUMO4 genes (testing χ 2 = 1.28, P = 0.26; ( Figure S1 , data online).
Discussion
This case-control study in northern Han Chinese suggests that ADIPOR1 SNPs rs7539542-G, rs7514221-C, and rs3737884-G are positively associated with susceptibility to CAD without diabetes, confirming the associations reported in our previous study. [5] Our study also provides the first evidence of an association between SUMO4 SNP rs237025-G and elevated risk of CAD without diabetes. Furthermore, we found that the combination of risk alleles in ADIPOR1 and SUMO4 increases risk of CAD without diabetes, suggesting that the two genes may interact to affect disease risk.
Our study was motivated in part by a report linking several common ADIPOR1 polymorphisms, including rs7539542 in the present work, with risk of CAD in patients with type 2 diabetes. [9] Since diabetes and CAD are closely linked with each other in terms of pathogenesis and coexisting factors, we wanted to investigate the relationship between ADIPOR1 SNPs and risk of CAD without diabetes. Our results suggest that at least some ADIPOR1 SNPs influence risk of CAD independently of diabetes.
In previous work, we showed an association of ADI-POR1 rs3737884-G with elevated risk of CAD without diabetes in another Han group from northern China. [5] In that work, as in the present study, we found evidence for an association of ADIPOR1 rs7539542-G and rs7514221-C with risk of CAD without diabetes, though the associated P values in the previous study did not meet the Bonferroni significance threshold for multiple testing (data not shown).
Here P values remained significant even after correcting for multiple testing, probably reflecting the larger sample size and the fact that we applied stricter inclusion and exclusion criteria. Since that previous work and the present study involved non-overlapping populations, we combined the two datasets (n = 718) and repeated our association analyses. We found, as with each dataset by itself, that all three ADIPOR1 SNPs were significantly associated with CAD without diabetes (P < 0.05).
We found evidence that SUMO4 rs237025-G is associated with risk of CAD without diabetes, extending a previous finding that it is also associated with CAD in Japanese patients with type 2 diabetes. [6] Since the northern Han Chinese populations in our previous study [12] and this one did not overlap, we combined both datasets (n = 1269) and confirmed that the SUMO4 rs237025-G is associated with elevated risk of CAD without diabetes based on a dominant genetic model (OR: 1.27, 95% CI: 1.02-1.59, P = 0.03).
An association between the SNP in SUMO4 and risk of CAD without diabetes is in accordance with biochemical evidence suggesting that SUMO4 functions as a negative feedback regulator of the NF-κB signaling pathway, helping control the potency of immune and inflammatory responses. SUMO4 modifies IκBα post-translationally, stabilizing it from degradation and allowing it to inhibit NF-κB. As a result, inactive NF-κB is sequestered in the cytoplasm, [4] and this may help reduce the excessive inflammation characteristic of atherosclerosis in CAD. [1] The rs237025-G variant leads to an amino acid substitution that weakens the ability of SUMO4 to inhibit NF-κB [13] This may explain why that allele is associated with higher risk of CAD.
Association between ADIPOR1 SNPs and risk of CAD without diabetes is consistent with observations that activating or up-regulating ADIPOR1 potentiates anti-inflammatory effects. [3, 14] In fact, it is possible that ADIPOR1 and SUMO4 overlap functionally in CAD, since ADIPOR1 inhibits TNF-α-induced degradation of IκBα, helping to keep NF-κB inactive. [14] The three ADIPOR1 SNPs in the present study are located in introns, suggesting that they influence risk of CAD by acting as enhancers or silencers to alter ADIPOR1 transcription.
Given the possibility that ADIPOR1 and SUMO4 functionally interact in pathways affecting risk of CAD, we reasoned that SNPs in the two genes might exert a cooperative effect on risk of CAD in our population. Indeed, we observed indirect evidence of such interaction when we found that clinical manifestations of CAD without diabetes were similar across all risk genotypes at the four SNPs. We also found direct evidence of interaction: individuals with risk alleles at SNPs in both ADIPOR1 and SUMO4, but not individuals with risk alleles only in ADIPOR1 or only in SUMO4, were at higher risk of CAD without diabetes than individuals lacking any risk alleles at the four SNPs tested. However, we failed to identify gene-gene interactions using MDR software, which is reasonably strong at detecting such interactions in small samples. [15] This negative result should be interpreted with caution. Genetic heterogeneity, which can arise from differences in genotypic penetrance and frequencies, severely limits the sensitivity of MDR analysis, as does the presence of strong main effects. [15] It is possible that the two genes influence risk of CAD independently or that they interact directly through other SNPs that we did not examine. In any event, our data suggest that the association between ADIPOR1 SNPs and risk of CAD without diabetes (OR: 3.76) may be stronger than that between the SUMO4 SNP and disease risk (OR: 3.0) ( Table 4) .
By stratification, we found evidence that ADIPOR1 polymorphisms help determine the severity of CAD without diabetes. The primary affected vessel in patients carrying the rs3737884-G was most often in the LAD, followed by the RCA. Severe stenosis of the LAD causes serious ischemic events since it supplies such a large area of myocardium; it is the coronary vessel most often affected by atherosclerosis. It should be pointed out that CAD severity is determined by several factors besides the primary affected vessel; other factors include stenosis location, luminal di-Journal of Geriatric Cardiology | jgc@jgc301.com; http://www.jgc301.com ameter, and plaque properties. As a first step to understanding whether SUMO4 and ADIPOR1 SNPs affect these aspects of CAD, we examined whether genotypes were associated with the number of affected vessels, which is often used to assess severity of atherosclerosis. Indeed, we found the GG genotype at rs3737884 in ADIPOR1 to be significantly associated with the number of affected vessels. We failed to find such an association in SUMO4, which may reflect the relatively small sample in our study. Since SUMO4 and ADIPOR1 are implicated in inflammatory responses, their SNPs may alter the stability of the plaque on the arterial wall, leading to plaque erosion and disruption.
Our study is subject to several limitations. While we included patients with unstable angina pectoris, we excluded patients with STEMI, which may bias our results. This decision was based on the fact that subjects with STEMI are at higher risk of sudden cardiac death with or without revascularization, which made it difficult to obtain their informed consent for this study. Another limitation of our study is that controls were inpatients, though care was taken to exclude anyone with objective evidence of CAD or myocardial infarction. Future studies should verify and extend our analyses in order to reveal more about the role of ADIPOR1 and SUMO4 polymorphisms in CAD and its severity.
In conclusion, the present study suggests that ADIPOR1 and SUMO4 SNPs are independently and jointly associated with risk of CAD without diabetes. One ADIPOR1 SNP was associated with stenosis phenotype, suggesting that it may be related to CAD severity. Further studies are needed to clarify whether and how ADIPOR1 and SUMO4 SNPs contribute to CAD susceptibility and severity. Data are expressed as n (%), mean ± SD, or median (interquartile range). Risk genotypes were defined on the basis of the genetic dominance model analysis in Table 2 . ADIPOR1: adiponectin receptor 1; BMI: body mass index; CAD: coronary artery disease; DBP: diastolic blood pressure; FPG: fasting plasma glucose; HDL-C: high-density lipoprotein cholesterol; LDL-C: low-density lipoprotein cholesterol; SBP: systolic blood pressure; SUMO4: small ubiquitin-like modifier 4; TC: total cholesterol; TG: triglycerides. 
